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Differential phenotypes of memory CD4
and CD8 T cells in the spleen and
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Abstract
Background: Studies assessing immune parameters typically utilize human PBMCs or murine splenocytes to
generate data that is interpreted as representative of immune status. Using splenocytes, we have shown memory
CD4-T cells that expand following systemic immunostimulatory therapies undergo rapid IFNg-mediated activation
induced cell death (AICD) resulting in a net loss of total CD4-T cells which correlates with elevated PD-1 expression.
This is in contrast to CD8-T cells which expand with minimal PD-1 upregulation and apoptosis. In this study we
expand upon our previous work by evaluating CD4 and CD8-T cell phenotype and distribution in peripheral organs
which are more representative of immune responses occurring at metastatic sites following immunotherapy.
Methods: Phenotypic assessment of T cells in both lymphoid (spleen and LN) as well as peripheral organs (liver and
lungs) in control and immunotherapy treated mice was performed to survey the impact of location on memory
phenotype and activation marker status. Peripheral blood from patients undergoing systemic high dose IL-2 was also
assessed for expression of PD-1 and memory phenotype.
Results: Here we reveal that, similar to what occurs in the spleen and lymph nodes, CD4-T cell numbers decreased
while CD8-T cells expanded at these peripheral sites. In contrast to having differential expression of PD-1 as occurs in
the spleen, both CD4 and CD8-T cells had significantly elevated levels of PD-1 in both the liver and lungs. Further
analysis correlated PD-1 expression to CD62Llow (T effector/effector memory,TE/EM) expression which are more
prevalent in CD4-T cells in general as well as CD8-T cells in peripheral organs. Similar elevated PD-1 expression on
TE/EM cells was observed in patients undergoing systemic high-dose IL-2 therapy.
Conclusions: These data highlight PD-1 expressing and/or TE/EM subsets of T cells in circulation as more
representative of cells at immune sites and underscore the importance of valuation both in lymphoid as well as
target organs when making determinations about immune status.
Trial registration: ClinicalTrials.gov NCT01416831. Registered August 12, 2011.
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Background
Recent technological advances in microscopy, cytome-
try, and advanced molecular techniques have facilitated
the evaluation of immune parameters across countless
animal models and disease states. These advances have
furthered our understanding of how various immune
cells function and interact with one another, their roles
in different diseases and disorders, as well as their re-
sponses to therapies. Often times, systemic parameters
such as peripheral blood or lymphoid organs (i.e.,
spleen, LNs, etc.) are used as surrogates for under-
standing both what is occurring within the organism as
a whole as well as what is occurring at effector sites.
This is particularly the case when a systemic agent is
administered or when local samples of effector sites
aren't easily accessible for complex analysis, such as
during clinical trials with human patients in which per-
ipheral blood is the standard for immune monitoring.
Whether this practice is actually representative of what
is occurring at local sites is debatable. Studies by our
group have shown that during systemic cancer im-
munotherapy, regulatory T cells expand systemically in
the spleen and lymph nodes but actually decrease in
the tumor itself, thereby minimizing any negative bio-
logical effect on therapeutic outcome [1]. Furthermore,
in many murine viral studies, the practice of studying
effector sites has almost become standard.
Our lab has previously described the presence of a
unique, antigen non-specific function of conventional
memory CD8 T cells that can occur during periods of
heightened immune stimulation such as cancer im-
munotherapy or viral infection [2–6]. Under these con-
ditions, memory CD8 T cells can be activated purely by
exposure to elevated cytokines causing them to expand
and upregulate markers such as NKG2D which can con-
fer the ability to respond to target cells that are inappro-
priately expressing stress ligands instead of through
recognition of cognate antigen in the context of MHC,
consistent with alternative bystander activation. Import-
antly, we have shown that these bystander activated
memory CD8 T cells do not upregulate markers con-
sistent with TCR engagement, namely CD25 and PD-1.
In contrast, CD4 T cells activated under the same con-
ditions undergo proliferation which is heavily coupled
with apoptosis resulting in a net insignificant expan-
sion of this cell type. This apoptosis was shown to be
IFNg dependent [7] and thought to be occurring
through differential expression of PD-1 on CD4 T cells
following cytokine-induced, antigen-independent
stimulation [8]. While we have exhaustively character-
ized these opposing roles in both CD4 and CD8 T cells
following systemic immunotherapy, the majority of
our conclusions have been drawn from data derived
from secondary lymphoid organs (i.e., spleen and
lymph nodes) and not in the periphery such as the
tumor or metastatic sites.
Here we show that during treatment with immunosti-
mulatory therapies for cancer, the bystander expansion
and activation phenotype of CD8 T cells varies greatly
by organ. Similar to our previous studies we saw that
CD8 T cells expanded in both lymphoid and peripheral
organs whereas CD4 T cells did not significantly expand
in numbers in either lymphoid or peripheral organs be-
cause in addition to proliferating, they also were under-
going apoptosis. Interestingly, we noticed that among
CD8 T cells, while the expansions were comparable
across organs, we noted that the phenotypes of these ex-
panded cells varied in the peripheral organs compared
to the lymphoid, as peripheral organs had elevated
NKG2D, PD-1, and KLRG1. In contrast, CD4 T cell phe-
notypes were relatively consistent across all organs. We
show that the composition of the memory/activated
(CD44high) at a given site weighs heavily on the activa-
tion marker expression at that site with those being
more rich in the effector/effector memory T cell subsets
having elevated expression of activation markers across
the board. Importantly, PBMC samples from patients re-
ceiving systemic high dose IL-2 therapy express elevated
levels of PD-1 on the TE/EM subset as well. In summary,
these data highlight the critical need to assess immune
phenotype and function not only in lymphoid organs,
but direct sites of inflammation in order to get an accur-
ate picture of what is occurring locally. Furthermore, it
suggests the systemic effector/effector memory popula-
tion may directly correlate with the phenotype of the
cells at peripheral sites.
Methods
Mice
Female 8-12 week old female C57BL/6 or BALB/c mice
were purchased from the animal production area at the
National Cancer Institute (NCI-APA, Frederick, MD).
FVB mice were purchased from Charles River Labora-
tories. The MIN-O tumor model was set up as previ-
ously described [9]. All mice were housed in the animal
facilities at the University of California, Davis under
specific pathogen-free conditions and studies were ap-
proved by the UC Davis Institutional Animal Care and
Use committee.
In vivo antibodies and reagents
The agonistic anti-mouse CD40 antibody (FGK115.B3)
was generated as previously described [10]. Recombinant
human interleukin-2 (rhIL2; Teceleukin, Roche, Germany)
was provided by the National Cancer Institute (NCI,
Frederick, MD). Rat IgG (Jackson ImmunoResearch
Laboratories Inc, West Grove, PA) was used as a con-
trol for anti-CD40.
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Immunotherapeutic regimen
Mice were administered agonistic anti-CD40 and rhIL-2
as previously described [7]. Briefly, agonistic anti-CD40
or rat IgG (Jackson Immunoresearch) was administered
for 5 days (days 0-4). rhIL-2 or PBS alone was adminis-
tered twice per week for 2 weeks.
Human high dose IL-2 trial
Blood samples were obtained from patients with meta-
static melanoma enrolled in a randomized Phase II trial
and receiving high-dose IL-2 alone as previously de-
scribed [11]. Patients began treatment on a Monday
(day 1) and high-dose IL-2 was administered at
600,000 IU/kg by i.v. bolus infusion given every 8 h for
14 planned doses depending on how well the IL-2 was
tolerated. The median number of doses in this cycle of
the study was 11. Blood samples were obtained at base-
line, day 2, and day 8. The day 8 data will vary from
patient to patient depending on how many doses that
they tolerated. Peripheral blood mononuclear cells
(PBMCs) were cryopreserved from Ficoll-separated
blood and stored at -170C. Signed informed consent
was obtained before enrollment. The study was ap-
proved by the Providence Health System Regional Insti-
tutional Review Board, Oregon.
Antibodies for flow cytometry
All antibodies were purchased commercially and tested
for optimal dilution in house based on lot, clone, and
vendor. Antibodies purchased from BD Pharmingen
included purified anti-mouse CD16/32 (Fc block), PE-
Cy5 conjugated anti-human CD45RO, PE conjugated
anti-human PD-1, and allophycocyanin (APC)-Cy7 con-
jugated anti-mouse CD25. Antibodies purchased from
eBiosciences included FITC conjugated anti-mouse PD-
1, PE-Cy7 conjugated anti-mouse CD62L and NKG2D,
and PE-Cy5 conjugated anti-mouse CD62L. Antibodies
purchased from Biolegend (San Diego, CA) include
pacific blue conjugated anti-mouse CD44, brilliant vio-
let (BV) 421 conjugated anti-human CD45RA, BV605
conjugated anti-mouse CD8, BV711 conjugated anti-
mouse CD4 and anti-human CD4, BV785 conjugated
anti-mouse CD3, FITC conjugated anti-human CD62L,
and PE-Cy7 conjugated anti-human CD8.
Flow cytometry
In general, 106 cells for surface only stains or 2x106
cells for stains investigating intracellular antigens were
stained in round bottom 96 well plates. Surface anti-
bodies were diluted with staining buffer (1% FBS, 1 mM
EDTA, and 0.02% NaN3 in PBS) into cocktails contain-
ing Fc block (purified anti-mouse CD16/32, BD Phar-
mingen, San Diego, CA) and added to cells at 45 μl per
sample. Cells were washed and resuspended in staining
buffer for analysis within 24 h. Data were collected
using a BD Fortessa instrument running FACS DIVA soft-
ware. Data were analyzed using FlowJo v10 (TreeStar,
Ashland, OR).
Data analysis and statistics
Statistical analysis was performed using Prism software
(GraphPad Software Inc.). Data were expressed as mean
± SEM. For analysis of three or more groups, the non-
parametric one or two-way ANOVA test (where appro-
priate) was performed with the Bonferroni post-test.
Analysis of differences between two normally distributed
test groups was performed using the Student’s t-test.
Welch’s correction was applied to Student’s t-test data
sets with significant differences in variance. * P < 0.05, **
P < 0.01, *** P < 0.001.
Results
Systemic agonistic cancer immunotherapy induces
differential expansion of CD4 and CD8 T lymphocytes in
lymphoid and peripheral organs
Combination of anti-CD40 with IL-2 has been shown
to induce delayed growth and regression across sev-
eral murine tumor models [6, 7, 10]. Similar to pub-
lished data using cell line tumor models, treatment of
the mammary intraepithelial neoplasia-outgrowth
(MIN-O) model [9], a tissue transplant line, with anti-
CD40 and IL-2 immunotherapy (IT) led to significant
anti-tumor responses (P = 0.0057) including regres-
sion in >50% of the treated mice (Additional file 1:
Figure S1A). Previous studies have shown these
anti-tumor responses to be due to CD8 T cells
therefore we assessed T cell phenotype in the
spleen as well as within the tumor and lungs (a
common metastatic site for many different tumor
models). While we noted therapy generally induced
CD8 expansion across all organs, we noted some
differences in CD8 T cell memory phenotype across
organ sites (Additional file 1: Figure S1B-C).
We and others have previously shown that strong
immunostimulatory therapies for cancer induce potent
proliferation of memory (CD44high) CD4 and CD8 T
cells in the spleen and lymph nodes [6]. It was also
observed that CD4, but not CD8, T cells also undergo
activation induced cell death in an interferon(IFN)-γ
dependent fashion resulting in insignificant overall ex-
pansion of CD4 T cells by numbers in these same organs
compared to baseline [7]. These data were generated
using lymphoid organ readouts. However, in light of
phenotypes observed in the MIN-O bearing, immuno-
therapy treated mice, the expansion, activation, and
apoptosis of activated T cells may be differentially af-
fected in the peripheral tissues. Therefore, we sought to
further characterize and compare T cell activation in
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peripheral organs (where the primary tumor and/or
metastatic lesions may reside) and secondary lymphoid
organs (which are often surveyed during immunothera-
peutic studies to assess mechanisms of action). We eval-
uated CD8 and CD4 T cell (Foxp3neg) frequency,
expansion, and apoptosis systemically in both lymphoid
and peripheral organs. Consistent with previous reports
by our group, while not significantly altering their over-
all frequency (Fig. 1a), anti-CD40/IL-2 immunotherapy
resulted in significant expansion in total numbers of
CD8 T cells in the spleens and lymph nodes (Fig. 1b). In
line with increases in total CD8 numbers, the frequency
of CD8 T cells that incorporated bromodeoxyuridine
(BrdU) in vivo was significantly expanded and the pro-
portion of apoptotic cells as assessed by extracellular
Annexin V expression was not significantly different
from controls (Fig C-D). In contrast, total CD4 T cell
frequency decreased and numbers did not change sig-
nificantly compared to controls within the same organs
(Fig. 1a-b). While CD4 T cells were expanding as
assessed by BrdU incorporation, a significant propor-
tion of them were going through apoptosis as well
(Fig. 1c-d) resulting in a net insignificant change in
total numbers. These data were in line with what was
previously observed [7]. When we assessed non-
lymphoid organs including lungs and liver, we saw
similar trends in both CD4 and CD8 T cells, namely
that CD8 T cells were expanding and surviving across
all organs following IT (Fig. 2a-b) whereas CD4 T cells
(Foxp3neg) were expanding and concurrently going
through apoptosis to a similar extent resulting in insig-
nificant changes to both their frequencies and num-
bers (Fig. 2c-d) in the periphery.
T cell memory phenotypes vary between secondary
lymphoid organs and peripheral non-lymphoid tissues in
CD8 T cells but not CD4 T cells following IT
In mice, CD4 and CD8 T cells can be further catego-
rized into memory and naïve phenotypes based on
CD62L (L-selectin) and CD44 expression with the
CD44lowCD62L+ population considered naïve (TN),
CD44highCD62L+ population considered central mem-
ory (TCM), and the CD44
highCD62Lneg population
considered effector and/or effector memory (TE/EM). It
is known that CD4 and CD8 T cells differ in their dis-
tribution of these subsets in lymphoid and peripheral
organs. While naïve frequencies within CD4 and CD8
populations remain relatively similar, the CD44high
population is more central memory skewed in CD8 T
cells and effector memory skewed in CD4 T cells in a
resting organism [12, 13]. However, in the peripheral
organs, tissue resident T cells within both the CD4 and
CD8 T cell subsets are predominantly of the effector
memory phenotype [14].
Previous studies have shown that memory phenotype
cells (CD44high) are the main cell type expanding fol-
lowing stimulatory immunotherapies [6]. To better
understand the composition of CD4 and CD8 T cells
across various organs, we evaluated their memory
phenotype status in each organ following IT. At rest,
the CD44high population of CD8 T cells in the lymphoid
organs was predominantly TCM (>90%) whereas in the
peripheral organs, it was a combination with ~60%
TCM (Fig. 3a, c, e,-f ). In general, IT results in an overall
expansion in the CD44high frequency across all organs.
The TCM frequencies were either unchanged or slightly
increased, while the TE/EM populations significantly
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Fig. 1 CD4 and CD8 T cells have differential proliferative and apoptotic responses to immunostimulatory therapies in lymphoid organs. Mice
were treated with anti-CD40/IL-2 immunotherapy and assessed for various immune parameters on day 12 of treatment in lymphoid (spleen or
LN) organs. Percentage (a) and total numbers (b) of CD4 (Foxp3-ve) and CD8 T cells in lymphoid organs. Percentage of proliferating (c), as
assessed by BrdU, and apoptotic (d), as assessed by surface Annexin V expression, of CD4 (Foxp3-ve) and CD8 T cells in lymphoid organs. These
data are representative of 2-5 independent experiments with 3 mice per group. Data are presented as mean ± SEM. Statistics were derived using
ANOVA with Bonferroni’s post-test, *P < 0.05, **P < 0.01, ***P < 0.001, ns: P > 0.05
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expanded (Fig. 3e-f ) from ~10% to 30% in the lymphoid
organs and, impressively, from ~30-85% in the periph-
eral organs.
Within the CD44high population of the CD4 T cells, rest-
ing mice were more heavily skewed towards the TE/EM
phenotype with approximately 60-70% in the lymphoid
and 75-95% in the peripheral tissues (Fig. 3b, d). As oc-
curred in the CD8 T cells, following IT the CD44high pro-
portion expanded but due to the fact that it was so heavily
skewed to the TE/EM phenotype across all organs in resting
mice, the frequencies of CD4 TE/EM were largely consist-
ent across all organs in IT-treated mice (Fig. 3e). The TCM
CD4 frequencies remained relatively low and consistent
across all organs, both pre- and post-IT (Fig. 3f).
Expression of activation markers in CD4 and CD8 T cells is
dependent upon location and memory phenotype
In addition to differences in proliferation and apoptosis,
we have also routinely noticed that CD4 and CD8 T cells
differentially upregulate activation and inhibitory mole-
cules following IT. The most notable example of this
being PD-1 which, based on studies focusing on second-
ary lymphoid organs (spleen and LN), was preferentially
upregulated on CD4 and not CD8 T cells and thought to
likely be involved in the preferential AICD process that
occurred in CD4 but not CD8 T cells following IT [7].
Another example would be the preferential upregulation
of NKG2D on CD8 T cells but not CD4 conferring
bystander-induced lytic capability following strong cyto-
kine exposure to the memory CD8 subset. Previous
studies by our lab as well as data presented in Fig. 3 have
shown that among both CD4 and CD8 T cells, the pri-
mary cells that actively proliferate and respond to IT are
the CD44high memory phenotype cells [6]. Therefore, we
next focused on this population.
In the CD44high population, it has been shown that the
proliferating CD8 T cells fail to upregulate markers con-
sistent with activation by an antigen specific stimulus
such as CD25 and PD-1, yet upregulate markers that
allow them to acquire a bystander phenotype, namely
NKG2D, conferring the ability to act more in an NK-
like, antigen unrestricted manner. Conversely, CD44high,
proliferating (Foxp3neg) CD4 T cells disproportionately
upregulate PD-1 (in contrast to CD8 T cells and Foxp3+,
regulatory CD4 T cells) which we have suggested allows
them to be preferentially targeted for induction of apop-
tosis [8]. Consistent with these previous reports, we
observed similar phenotypes among splenic and lymph
node resident, IT-treated CD44highCD8+ T cells, which
significantly upregulated NKG2D but not PD-1 (Fig. 4a, c),
and CD44highCD4+ T cells, which robustly upregulated
PD-1, yet not NKG2D (Fig. 4b, d). When we assessed
the same phenotypic markers in the T cell populations
resident to peripheral, non-lymphoid organs, the
CD44highCD8+ T cell phenotype was considerably dif-
ferent from that of those resident to the secondary
lymphoid organs. While CD44highCD8+ T cells resident
to the lungs and liver were still NKG2D+CD25neg
(Fig. 4a, c), the frequency of NKG2D+ cells in this
population appeared to increase from 20-30% in the
lymphoid organs to 40–50% in the peripheral organs
(Fig. 4a). Furthermore, in contrast to lymphoid organs
where PD-1 expression was unchanged, PD-1 expres-
sion was increased significantly in both the lungs and
liver following IT in the CD44highCD8+ population
(Fig. 4c). Conversely, CD44highCD4 T cell phenotype
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Fig. 2 CD4 and CD8 T cells have differential proliferative and apoptotic responses to immunostimulatory therapies in peripheral organs. Mice
were treated with anti-CD40/IL-2 immunotherapy and assessed for various immune parameters on day 12 of treatment in peripheral (lungs or
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was remarkably similar to spleen and lymph node CD4
T cells across all organs (Fig. 4b, d) with comparable
expression of PD-1, and minimal upregulation of
NKG2D. CD25 was not upregulated in CD4 or CD8 T
cells at any site (data not shown). This was unexpected
because we have previously suggested that the differen-
tial expression of PD-1 was likely the underlying mech-
anism of the differential induction of apoptosis between
CD4 and CD8 T cells following strong, immunostimu-
latory IT regimens. Yet, in the peripheral organs, CD4
T cells continue to be disproportionately affected by
apoptosis despite the fact that PD-1 expression is com-
parable between CD4 and CD8 T cells. This pattern
that emerged was also interesting because the increased
activation marker expression in the periphery appeared
to directly correlate with TE/EM predominance, particu-
larly in the case of PD-1.
It has recently been shown that circulating TE/EM cells
express elevated levels of PD-1 in resting humans [15].
Therefore, we hypothesized that CD8+ TE/EM cells may
be preferentially expressing these activation markers
over CD8+ TCM resulting in differential frequencies of
CD44highCD8+ T cells expressing activation markers in
secondary lymphoid and peripheral organs following IT.
Therefore, we evaluated NKG2D and PD-1 expression
on CD8 + CD44highCD25neg TE/EM and TCM cells across
all organs in resting and IT-treated mice. In control
mice, both NKG2D (Fig. 5a) and PD-1 (Fig. 5c) were
expressed at a higher frequency on the TE/EM subset of
the CD8+CD44highCD25- population. However, the
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overall frequency of the TE/EM population among CD8
+
T cells in resting mice is relatively low compared to TCM
(pie charts Fig. 5a), therefore, overall the expression of
both PD-1 and NKG2D is predominantly low (Fig. 4) as
TCM makes up the majority of CD8+ T cells at rest. In
the immunotherapy treated mice, both the NKG2D and
PD-1 expression were increased across all organs (Fig. 4).
Once again, both NKG2D (Fig. 5b) and PD-1 (Fig. 5d)
were expressed more highly on the TE/EM CD8+ T cells
than the TCM CD8+ T cells. In the lymphoid organs,
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where the TE/EM population expanded compared to con-
trol, it was still significantly less than CD8+ TCM cells
(pie charts, Fig. 5b) resulting in less significant expan-
sions at these sites. Contrary to lymphoid organs, CD8+
TE/EM cells made up the majority of the peripheral or-
gans assayed (pie charts, Fig. 5b) thereby making the
overall expression of NKG2D and PD-1 significantly
higher at these sites. Again it is important to note that
in the lymphoid organs of immunotherapy-treated mice,
the overall expression of both activation markers was
significantly lower than in the peripheral organs due to
the TCM skewing in the lymphatics over the periphery in
the CD8 population. The expression levels didn't vary
greatly among TE/EM from different organs (there were
no significant differences between lymphoid and periph-
eral organs) within the same treatment groups but did
generally increase in the IT-treated compared to control,
a trend that was more significantly pronounced with
NKG2D than PD-1 (Fig. 5). In contrast, TCM activation
marker expression remained relatively constant not only
among organs from mice within a treatment group, but
between control and IT-treated groups as well (Fig. 5a-b).
Taken together, these data suggest that the constitution of
the memory/activated pool (TCM vs TE/EM) weighs heavily
upon the phenotype of the activated T cell population,
particularly with CD8 T cells as their constitution varies
greatly between lymphoid and non-lymphoid organs.
Assessment of T cells from patients receiving high dose
systemic immunostimulatory therapy
Next we wanted to assess whether these results trans-
lated into human patients receiving immunostimulatory
therapies for cancer. There are currently no trials asses-
sing combination agonistic anti-CD40 with recombinant
human IL-2 however we have routinely compared our
combination therapy to other systemic immunostimula-
tory treatments including high dose TLR agonists and
high dose systemic cytokine therapies and shown similar
phenotypic and functional changes to T cells as are ob-
served in our preclinical model [5, 16]. To assess
whether patients in the clinic displayed similar changes
in surface marker expression, we collected peripheral
blood mononuclear cells (PBMCs) from metastatic mel-
anoma patients undergoing systemic high dose IL-2
therapy. Patients received 6x10^5 IU/Kg every 8 h for a
planned total of 14 doses. PBMC samples were collected
one day prior to the start of therapy (baseline) or on day
8 of the first cycle of therapy (day 8) to assess T cell
phenotype. Comparing baseline and day 8 samples, there
was a significant increase in PD-1+ memory phenotype
(CD45RO+) cells in both the CD4 and CD8 T cell sub-
sets following high dose IL-2 therapy (Fig. 6a-c). When
this population was further broken down into central
memory (CD62L+) and effector/effector memory
(CD62L-) at the day 8 time point, the effector/effector
memory subset expressed significantly higher PD-1 ex-
pression than the central memory subset (Fig. 6d-e).
Together, these data correlate with what was observed in
murine studies suggesting that these data are applicable
to human studies and may be an indicator of what is oc-
curring locally.
Discussion
Our previous studies have shown that treatment with
systemic immunostimulatory therapies for cancer results
in preferential induction of apoptosis in the CD4 T cell
population in an IFNg-dependent mechanism [7]. We
further built upon that study suggesting that it was the
preferential induction of PD-1 on the CD4 T cell effector
population (as opposed to regulatory CD4 or CD8 T
cells) that was responsible for their bias to activation in-
duced cell death [8]. This study suggests that this may
not actually be the case in that PD-1 expression in CD8
T cells in peripheral organs is actually significantly ele-
vated, much more so than CD4 T cells in the lymphoid
organs following IT, yet they continue to expand without
inducing elevated levels of apoptosis. This would suggest
a role for PD-1 that is more in line with its function as
an acute activation marker in activated cells [17, 18] ra-
ther than its function in inducing apoptosis as occurs
during exhaustion [19–21]. This study again underscores
the necessity for evaluating multiple organ sites when
drawing conclusions, particularly during murine studies
where this can be easily done.
Given that the majority of studies evaluating immune
parameters do not directly examine target tissues but
examine peripheral blood or take biopsies from lymph-
oid organs (for example, whole spleens in mice or LN bi-
opsies in humans), this study suggests that we are not
getting accurate measures of what is truly occurring at
important effector sites when looking at frequencies and
counts of overall populations. For example, PD-1 expres-
sion was not significantly upregulated (less than ~20%)
in the spleen and lymph nodes of immunotherapy
treated mice but was greater than ~40% in the lungs and
liver (Fig. 4). These data underscore the need to consist-
ently evaluate immune parameters across as many organ
sites as possible in order to get an accurate picture of
what is occurring in the organism as a whole. Indeed, in
many clinical trials involving immunotherapies for can-
cer, it has proven difficult to pin point correlates of ob-
jective responses in peripheral blood. In this study,
correlations were drawn with the composition of the
memory phenotypes of different T cell populations with
the actual activation marker phenotypes observed in the
population as a whole (Fig. 5). In general, we saw that
the TE/EM population, while smaller overall in the
lymphoid organs, was relatively accurate as to the overall
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phenotype of the activated T cells at effector sites (per-
ipheral organs). While many human clinical trials aren't
able to fully evaluate effector sites, this may become a
powerful tool moving forward as it may prove useful to
look for correlates of objective responses focusing on the
TE/EM phenotype which appears to mimic the effector
site more closely (assuming that the effector site is a not
a lymphoid organ). Indeed, a recent study by Gros et al.
showed that only the T cells expressing PD-1 (and by ex-
trapolation of work presented within this paper likely of
the TE/EM phenotype) in the peripheral blood shared
TCR specificity with tumor infiltrating lymphocytes
found in the tumor [22]. Additionally, while the data is
not shown in the current study, the phenotype of T cells
within tumors following systemic immunostimulatory
therapies such as anti-CD40/IL-2 or systemic high dose
IL-2 have previously been extensively characterized
[7, 10]. In the case of these systemic immunostimulatory
regimens, it is important to consider T cell phenotypes
without tumor burden as the overwhelming majority of
the T cells activated in tumor bearing studies are antigen
non-specific bystander memory T cells. These non-
specific bystander CD8 T cells have a prominent role in
tumor clearance as has been previously shown [5, 6]. In
order to reconcile this, however, we show that the
phenotype of T cells in the tumor is comparable to that
in the tissues thus highlighting the relevance of using tis-
sues that are often targets of metastatic sites (i.e. liver
and lungs) by demonstrating T cells phenotypes from
the MINO tumor model as well as lungs and spleen
(Additional file 1: Figure S1).
Altogether, we show that following cancer immuno-
therapy we can observe a similar population of by-
stander activated CD8 T cells whose expression of
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different key activation markers varies greatly depending
upon their location within the body and the composition
of the memory T cell pool at that location. Following ac-
tivation, bystander memory T cells are generated from 1)
central memory T cells and/or 2) effector memory T
cells, with the effector memory T cells being phenotypic-
ally similar to effector T cells. The locations of these
cells vary with subset (4 vs 8) and memory phenotype
(naïve vs central memory vs effector memory). In gen-
eral, the memory proportion of the CD4 subset is more
heavily TE/EM skewed within the lymphoid organs at rest
comprising a CD4 population made up predominantly of
naïve and E/EM cells [12, 13]. In contrast, the memory
proportion of the CD8 subset is more heavily TCM
skewed within the lymphoid compartment at rest com-
prising a CD8 population made up predominantly of
naïve and central memory cells [12, 13]. Contrary to dif-
ferential distribution within the lymphoid compartment,
the memory populations of both the CD4 and CD8 sub-
sets in the peripheral, tissue resident populations is
largely effector/effector memory skewed. [14] Our stud-
ies revealed that CD8 TCM had relatively lessened
expression of key activation markers such as NKG2D
and PD-1 whereas CD8 TE/EM had relatively heightened
expression of the same markers (Fig. 5). Therefore, the
composition of the memory pool at different sites
weighed heavily on the overall expression of those
markers in the memory pool. This made it appear as if
the expression of these key markers may be changing at
different sites when in fact it was the composition of the
bystander activated population (TCM vs TE/EM) that was
actually altered.
Finally, expression of activation markers and T cell
memory phenotype distribution changes over the course
of a lifespan with variables such as age, body fat content,
and pathogen status (such as SPF vs non-SPF), among
other things. Now that we are beginning to appreciate
the impact of each of these conditions on responses to
infectious disease, responses to immunomodulatory
treatments, and even the maintenance of homeostasis
(as compared to young, non-obese, SPF counterparts), it
is important to understand and assess how differences at
baselines can affect outcomes across all organs. For ex-
ample, obese and aged mice generally express elevated
PD-1 [23] (and manuscript in progress) on T cells and
have been shown to have a skewed memory phenotype
[23–25]. What has not been thoroughly assessed in these
mice is whether the PD-1 is predominantly on the TE/EM
populations that the T cells are skewed into which this
study would suggest may be the underlying root of the
distorted PD-1 expression. In conclusion, we have pre-
sented data herein illustrating the differences in activa-
tion marker expression based on memory phenotype
which varies between lymphoid and non-lymphoid
organs both at rest and during an active immune re-
sponse. These data underscore the necessity to thor-
oughly investigate both lymphoid and peripheral sites
before drawing conclusions based on cell phenotype and
function.
Conclusions
In summary, we show that there can be significant differ-
ences in T cell phenotype based on location of the cells
within lymphoid organs or at peripheral sites. In particu-
lar, the TE/EM subset of T cells in lymphoid organs more
accurately reflect the phenotype of T cells at the peripheral
sites. These data highlight PD-1 expressing and/or TE/EM
subsets of T cells in circulation as more representative of
cells at immune sites and underscore the importance of
valuation both in lymphoid as well as target organs when
making determinations about immune status.
Additional file
Additional file 1: Figure S1. Differential T cell phenotypes in lymphoid
vs primary tumor and metastatic sites following anti-CD40/IL-2 immunotherapy.
MIN-O mice were developed as previously described. (9). Once tumors
were palpable within MIN lesions, mice were treated with anti-CD40/IL-2
immunotherapy. On day 9 of therapy, mice were taken down to assess T
cell phenotypes in the spleen, lungs, and tumor. (A) Survival of control and
anti-CD40/IL-2 (40/2) treated MIN-O mice. (B-C) Representative dot plots of
CD8+ T cell phenotypic analysis in control and immunotherapy treated
MIN-O mice. Data are representative of 1-2 independent experiments.
(PDF 882 kb)
Abbreviations
BrdU: Bromodeoxyuridine; Foxp3: Forkhead box p3; IFNg: Interferon gamma;
IL-2: Interleukin-2; IT: Immunotherapy; IU: International units; Kg: Kilogram;
KLRG1: Killer cell lectin like receptor subfamily G member 1; LN: Lymph node;
MHC: Major histocompatibility complex; MIN-O: Mammary intraepithelial
neoplasia outgrowth; NKG2D: Natural killer group 2D; PBMCs: Peripheral
blood mononuclear cells; PD-1: Programmed death 1; SPF: Specific pathogen
free; TCM: central memory T cell; TCR: T cell receptor; TE/EM: effector/effector
memory T cell; TLR: Toll like receptor
Acknowledgements
We would like to thank Monja Metcalf and Weihong Ma for excellent
technical assistance with these studies. We would also like to thank Dr. Jonathan
Weiss for helpful discussions with the manuscript.
Funding
This work was funded by grants from the National Institutes of Health (NIH)
R01 CA 095572 and R01 CA 072669.
Availability of data and material
The datasets used and/or analyzed during the current study are available
from the corresponding author on reasonable request.
Authors’ contributions
G.D.S. designed and carried out experiments, analyzed data, and prepared
manuscript for submission. M.C. and B.C. collected and provided samples for
human IL-2 trial data. A.M., and C.M.M. helped perform experiments and
analyze data. C.M.M. also helped prepare and edit manuscript for submission.
J.Q.C. and A.D.B. provided the MIN-O model and helped perform experiments
and interpret data. A.M.M and B.R.B helped in experimental design and
preparation of manuscript. W.J.M. designed experiments, assisted in data
interpretation, and helped prepare manuscript. All authors read and
approved the final manuscript.
Sckisel et al. Journal for ImmunoTherapy of Cancer  (2017) 5:33 Page 10 of 11
Competing interests
The authors declare that they have no competing interests.
Consent for publication
Not applicable.
Ethics approval and consent to participate
Samples from patients undergoing systemic high dose IL-2 therapy were part
of a larger study evaluating combination of radiotherapy with systemic IL-2.
This trial is supported in part by Prometheus Laboratories, Inc. Signed informed
consent was obtained before enrollment. The study was approved by the
Providence Health System Regional Institutional Review Board, Oregon.
All mouse studies were approved by the UC Davis Institutional Animal Care
and Use committee.
Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in
published maps and institutional affiliations.
Author details
1Department of Dermatology, University of California, Davis School of
Medicine, Sacramento, CA, USA. 2Earle A. Chiles Research Institute, Robert W.
Franz Cancer Center, Providence Portland Medical Center, Portland, OR
97213, USA. 3The Oregon Clinic, 4805 NE Glisan St, Portland, OR 97220, USA.
4Department of Pathology and Laboratory Medicine, Center for Comparative
Medicine, University of California, County Road 98 & Hutchison Drive, Davis,
CA 95616, USA. 5Department of Pediatrics, Division of Blood and Marrow
Transplantation, University of Minnesota Cancer Center, MMC 366 Mayo,
8366A, 420 Delaware Street SE, Minneapolis, MN 55455, USA. 6Department of
Radiation Oncology, University of California, Davis School of Medicine,
Comprehensive Cancer Center, 4501 X Street, G-140, Sacramento, CA CA
95817, USA. 7Department of Internal Medicine, University of California, Davis
School of Medicine, Sacramento, CA, USA.
Received: 4 January 2017 Accepted: 24 March 2017
References
1. Weiss JM, Back TC, Scarzello AJ, Subleski JJ, Hall VL, Stauffer JK, Chen X,
Micic D, Alderson K, Murphy WJ, et al. Successful immunotherapy with IL-2/
anti-CD40 induces the chemokine-mediated mitigation of an
immunosuppressive tumor microenvironment. Proc Natl Acad Sci U S A.
2009;106(46):19455–60.
2. Monjazeb AM, Tietze JK, Grossenbacher SK, Hsiao HH, Zamora AE, Mirsoian A,
Koehn B, Blazar BR, Weiss JM, Wiltrout RH, et al. Bystander activation and anti-
tumor effects of CD8+ T cells following Interleukin-2 based immunotherapy is
independent of CD4+ T cell help. PLoS ONE. 2014;9(8):e102709.
3. Sckisel GD, Mirsoian A, Bouchlaka MN, Tietze JK, Chen M, Blazar BR, Murphy
WJ. Late administration of murine CTLA-4 blockade prolongs CD8-mediated
anti-tumor effects following stimulatory cancer immunotherapy. Cancer
Immunol Immunother. 2015;64(12):1541–52.
4. Sckisel GD, Tietze JK, Zamora AE, Hsiao HH, Priest SO, Wilkins DE, Lanier LL,
Blazar BR, Baumgarth N, Murphy WJ. Influenza infection results in local
expansion of memory CD8(+) T cells with antigen non-specific phenotype
and function. Clin Exp Immunol. 2014;175(1):79–91.
5. Tietze JK, Sckisel GD, Hsiao HH, Murphy WJ. Antigen-specific versus antigen-
nonspecific immunotherapeutic approaches for human melanoma: the need
for integration for optimal efficacy? Int Rev Immunol. 2011;30(5-6):238–93.
6. Tietze JK, Wilkins DE, Sckisel GD, Bouchlaka MN, Alderson KL, Weiss JM,
Ames E, Bruhn KW, Craft N, Wiltrout RH, et al. Delineation of antigen-specific
and antigen-nonspecific CD8(+) memory T-cell responses after cytokine-
based cancer immunotherapy. Blood. 2012;119(13):3073–83.
7. Berner V, Liu H, Zhou Q, Alderson KL, Sun K, Weiss JM, Back TC, Longo DL,
Blazar BR, Wiltrout RH, et al. IFN-gamma mediates CD4+ T-cell loss and
impairs secondary antitumor responses after successful initial
immunotherapy. Nat Med. 2007;13(3):354–60.
8. Alderson KL, Zhou Q, Berner V, Wilkins DE, Weiss JM, Blazar BR, Welniak LA,
Wiltrout RH, Redelman D, Murphy WJ. Regulatory and conventional CD4+ T
cells show differential effects correlating with PD-1 and B7-H1 expression
after immunotherapy. J Immunol. 2008;180(5):2981–8.
9. Damonte P, Hodgson JG, Chen JQ, Young LJ, Cardiff RD, Borowsky AD.
Mammary carcinoma behavior is programmed in the precancer stem cell.
Breast Cancer Res. 2008;10(3):R50.
10. Murphy WJ, Welniak L, Back T, Hixon J, Subleski J, Seki N, Wigginton JM,
Wilson SE, Blazar BR, Malyguine AM, et al. Synergistic anti-tumor responses
after administration of agonistic antibodies to CD40 and IL-2: coordination
of dendritic and CD8+ cell responses. J Immunol. 2003;170(5):2727–33.
11. Seung SK, Curti BD, Crittenden M, Walker E, Coffey T, Siebert JC, Miller W,
Payne R, Glenn L, Bageac A, et al. Phase 1 study of stereotactic body
radiotherapy and interleukin-2–tumor and immunological responses. Sci
Transl Med. 2012;4(137):137ra174.
12. Dutton RW, Bradley LM, Swain SL. T cell memory. Annu Rev Immunol. 1998;
16:201–23.
13. Sallusto F, Geginat J, Lanzavecchia A. Central memory and effector memory
T cell subsets: function, generation, and maintenance. Annu Rev Immunol.
2004;22:745–63.
14. Shin H, Iwasaki A. Tissue-resident memory T cells. Immunol Rev. 2013;255(1):
165–81.
15. Duraiswamy J, Ibegbu CC, Masopust D, Miller JD, Araki K, Doho GH, Tata P,
Gupta S, Zilliox MJ, Nakaya HI, et al. Phenotype, function, and gene
expression profiles of programmed death-1(hi) CD8 T cells in healthy
human adults. J Immunol. 2011;186(7):4200–12.
16. Sckisel GD, Bouchlaka MN, Monjazeb AM, Crittenden M, Curti BD, Wilkins DE,
Alderson KA, Sungur CM, Ames E, Mirsoian A, et al. Out-of-Sequence Signal
3 Paralyzes Primary CD4(+) T-Cell-Dependent Immunity. Immunity. 2015;
43(2):240–50.
17. Hokey DA, Johnson FB, Smith J, Weber JL, Yan J, Hirao L, Boyer JD, Lewis
MG, Makedonas G, Betts MR, et al. Activation drives PD-1 expression during
vaccine-specific proliferation and following lentiviral infection in macaques.
Eur J Immunol. 2008;38(5):1435–45.
18. Kinter AL, Godbout EJ, McNally JP, Sereti I, Roby GA, O'Shea MA, Fauci AS.
The common gamma-chain cytokines IL-2, IL-7, IL-15, and IL-21 induce the
expression of programmed death-1 and its ligands. J Immunol. 2008;
181(10):6738–46.
19. Dong H, Strome SE, Salomao DR, Tamura H, Hirano F, Flies DB, Roche PC, Lu J,
Zhu G, Tamada K, et al. Tumor-associated B7-H1 promotes T-cell apoptosis: a
potential mechanism of immune evasion. Nat Med. 2002;8(8):793–800.
20. Ishida Y, Agata Y, Shibahara K, Honjo T. Induced expression of PD-1, a novel
member of the immunoglobulin gene superfamily, upon programmed cell
death. EMBO J. 1992;11(11):3887–95.
21. Petrovas C, Casazza JP, Brenchley JM, Price DA, Gostick E, Adams WC, Precopio
ML, Schacker T, Roederer M, Douek DC, et al. PD-1 is a regulator of virus-
specific CD8+ T cell survival in HIV infection. J Exp Med. 2006;203(10):2281–92.
22. Gros A, Robbins PF, Yao X, Li YF, Turcotte S, Tran E, Wunderlich JR, Mixon A,
Farid S, Dudley ME, et al. PD-1 identifies the patient-specific CD8(+) tumor-
reactive repertoire infiltrating human tumors. J Clin Invest. 2014;124(5):2246–59.
23. Lages CS, Lewkowich I, Sproles A, Wills-Karp M, Chougnet C. Partial
restoration of T-cell function in aged mice by in vitro blockade of the PD-1/
PD-L1 pathway. Aging Cell. 2010;9(5):785–98.
24. Shifrut E, Baruch K, Gal H, Ndifon W, Deczkowska A, Schwartz M, Friedman
N. CD4(+) T Cell-Receptor Repertoire Diversity is Compromised in the
Spleen but Not in the Bone Marrow of Aged Mice Due to Private and
Sporadic Clonal Expansions. Front Immunol. 2013;4:379.
25. Yang H, Youm YH, Vandanmagsar B, Ravussin A, Gimble JM, Greenway F,
Stephens JM, Mynatt RL, Dixit VD. Obesity increases the production of
proinflammatory mediators from adipose tissue T cells and compromises
TCR repertoire diversity: implications for systemic inflammation and insulin
resistance. J Immunol. 2010;185(3):1836–45.
Sckisel et al. Journal for ImmunoTherapy of Cancer  (2017) 5:33 Page 11 of 11
